HSD3B2 rev: GGGTTGACTGTAGAGAACTTTCC; NR3C1 fw: ATAGCTCTGTTCCAGACTCAACT; NR3C1 rev: TCCTGAAACCTGGTATTGCCT; NR3C2 fw: AGCAGAACCAACAAGGAAGCA; NR3C2 rev: GTGTTCACACAACTTAGAGTGGA; PiT1 fw: GGAAGGGCTTGATTGACGTG; PiT1 rev: CAGAACCAAACATAGCACTGACT; SOX9 fw: AGCGAACGCACATCAAGAC; SOX9 rev: CTGTAGGCGATCTGTTGGGG; SP7 fw: CACAAAGAAGCCGTACTCTGT; SP7 rev: GGGGCTGGATAAGCATCCC; STARD1 fw: GGGAGTGGAACCCCAATGTC; STARD1 rev: CCAGCTCGTGAGTAATGAATGT.
Supplemental Tables
Suppl . Table S1 . Characteristics of WT and kl/kl mice treated with spironolactone or adrenalectomy for 5 weeks. Arithmetic means ± SEM of body weight (Bw; g), tail cuff systolic blood pressure (BP; mmHg), plasma concentration of calcium (mg/dl) and phosphate (mg/dl) of wildtype (WT) and kl/kl mice following discontinuation of dietary rescue and without or with treatment with spironolactone (Spr) or adrenalectomy (Adx) for 5 weeks.
WT WT-Adx kl/kl kl/kl-Spr kl/kl-Adx Bw [g] 24.2 ± 0.6 22.7 ± 0.7 24.2 ± 0.8 22.5 ± 0.9 23.0 ± 0.7 n=10-11 Tail cuff sys. BP [mmHg] 101.1 ± 2.2 98.5 ± 6.2 109.1 ± 6.9 99.6 ± 4.9 102.4 ± 6.2 n=5-9
Calcium [mg/dl] 8.6 ± 0.1 9.0 ± 0.2 9.5 ± 0.2 * 9.6 ± 0.2 * 9.6 ± 0.3 * n=9 Phosphate [mg/dl] 7.5 ± 0.3 7.9 ± 0.4 9.6 ± 0.4 * 10.7 ± 0.4 ** 10.2 ± 0.5 ** n=9
Suppl. Suppl. Fig. S9 . Quantification of steroids in HAoSMCs culture medium. Cell culture medium of HAoSMCs (1mL) from four independent samples per condition (control and Pi (2mM) incubated for either 24 or 48 hours), was pooled to a final sample volume of 4mL and underwent sample preparation for LC-MS/MS analysis. Steroids were measured and quantified as described in methods section (Table; ND Suppl. Fig. S10 . CYP11B2 silencing efficiency in HAoSMCs. a. Arithmetic means ± SEM (n=10; arbitrary units; a.u.) of CYP11B2 relative mRNA expression in HAoSMCs silenced for 48 hours with negative control siRNA (Neg.si.) or with CYP11B2 siRNA (C11B2si.). b. Representative original Western blots and arithmetic means ± SEM (n=8; a.u.) of normalized CYP11B2/GAPDH protein ratio in HAoSMCs silenced for 48 hours with negative control siRNA (Neg.si.) or with CYP11B2 siRNA (C11B2si.). c. Arithmetic means ± SEM (n=4; a.u.) of MRE/GRE-dependent transcriptional activity measured by luciferase reporter assay in HAoSMCs silenced for 48 hours with negative control siRNA (Neg.si.) or with CYP11B2 siRNA (C11B2si.) and treated for 24 hours with (Pi) or without (Ctr) phosphate. *(p<0.05), **(p<0.01), ***(p<0.001) statistically significant vs. Neg.si. silenced HAoSMCs; †(p<0.05) statistically significant vs. Pi treated Neg.si. silenced HAoSMCs.
Suppl. Fig. S11 Suppl. Fig. S12 . Effect of phosphate on APEX1 expression in HAoSMCs. a. Arithmetic means ± SEM (n=6; arbitrary units, a.u.) of APEX1 relative mRNA expression in HAoSMCs following treatment for 24 hours with (Pi) or without (Ctr) phosphate. b. Representative original Western blots and arithmetic means ± SEM (n=4; a.u.) of normalized APEX1/GAPDH protein ratio in HAoSMCs following treatment for 24 hours with (Pi) or without (Ctr) phosphate. c. Arithmetic means ± SEM (n=8; a.u.) of APEX1 relative mRNA expression in HAoSMCs silenced for 48 hours with negative control siRNA (Neg.si.) or with APEX1 siRNA (APEX1si.). ***(p<0.001) statistically significant vs. control treated or Neg.si. silenced HAoSMCs, respectively. Suppl. Fig. S13 . Effect of ATF2 silencing on CYP11B2 mRNA expression in HAoSMCs. Arithmetic means ± SEM (n=6; arbitrary units, a.u.) of ATF2 (a) and CYP11B2 (b) relative mRNA expression in HAoSMCs following silencing for 48 hours with negative control siRNA (Neg.si.) or ATF2 siRNA (ATF2si.) without or with treatment for 24 hours with phosphate (Pi). **(p<0.01), ***(p<0.001) statistically significant vs. Neg.si. silenced HAoSMCs. Fig. S14 . APEX1 transfection efficiency in HAoSMCs. Arithmetic means ± SEM of APEX1 relative mRNA expression (a, n=8; arbitrary units, a.u.), calcium content (b, n=4; µg/mg protein) and alkaline phosphatase activity (c, n=4; units/mg protein) in HAoSMCs transfected for the period described in methods section with empty vector (V) or with human APEX1 (APEX1). **(p<0.01) statistically significant vs. empty vector transfected HAoSMCs.
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